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TUNEL Assay.
To examine the cytotoxicities of hydrogels, dorsal skin of ICR mice was topically applied with a hydrogel with or without cooper for 24 h. Skin was excised, immersed and fixed in 10% formalin.
Death cells in a 3 µ m thick skin section was examined using a TUNEL assay kit (R&D systems) [1] .
Briefly, biotinylated nucleotide was incorporated at the 3´-OH DNA ends of the fragmented DNA in dead cells. Horseradish-peroxidase-labeled streptavidin was bound to biotinylated nucleotides, which were detected using diaminobenzidine as a substrate to produce a dark brown reaction. To quantify the dead cells, a total of at least 3 random visual fields (150 µ m x 150 µ m) in a skin section was counted to quantify the dead cells. 
